MTTを用いた生細胞数計測法に影響を与える因子について by 小林 淳
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Fig. . A Calibration Curve of C Cells
Eppendorf tubes were used.
MTT
Each l sample contained
C cells/ml and FBS.
Fig. , After adding l of MTT ( . mg/
nm ml) the samples were left at for
cells ml hours.
Centrifugation of the MTT reactant
was then carried out at , rpm
and the residue was dissolved in
l of DMSO.
Absorbance was measured using
l of the solution and a plate reader.
Fig. . E ect of Cell Number and Measuring Wavelength
Absorbance was measured using l of the solution and a
plate reader ( nm and nm).
The other procedures were conducted as indicated in the
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Fig. . E ect of Reaction Time
Regression curve of each reaction time ( . or hours) and relatation
coe cient of these curves were shown on the right side.
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Fig. . E ect of MTT Concentration
After adding l of MTT ( . mg/ml), the samples
were left at for several times ( or hours).
The other procedures were conducted as indicated in
the legend of Fig. .
Fig. . E ect of Medium
Each l sample contained C cells/ml of various media.
Regression curve of each medium was shown at the right side.
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Fig. . E ect of FBS Concentration
Two media (RPMI/HEPES and PBS) with various FBS concentrations
were tested.
The other procedures were conducted as indicated in the legend of Fig. .
Fig. . E ect of Cell Kinds
Experiments were performed by various reaction times and using two cells.
Regression curve of each medium and relatation coe cient of these curves
were shown at the right side.
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Fig. . E ect of Storage on Mixture of FBS and MTT Reagent
Each sample contained l of MTT ( . mg/ml)and l of FBS.
They were left in a refrigerator ( ) incubator ( ) or at room
temperature in the laboratory.
After adding l of C cells/ml the reactant was left at
for hours.
The other procedures were conducted as in dicated in the legend of
Fig. .
Fig. MTT Fig.
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Fig. A. E ect of Adhesion on Dish
Ten cm dishes(for culture and not for)were used.
After a ml C cells suspension was added into the dish MTT
assay ( . mg/ml MTT) was performed immidiately or diﬁnited times
( or hours ; shown at the right side).
The supenatanant was removed and the residue was dissolved in .
ml of DMSO.
The other procedures were conducted as indicated in the legend of
Fig. .
Fig. B. E ect of Adhesion on Eppendorf Tube
Each l sample contained or C cells/ml and FBS.
After a C cells suspension or the culture medium were added in the
tubes MTT assay ( . mg/ml MTT) were performed immidiately or
diﬁnited times ( hours).






















Table . Typical E ect of Metals on MTT Assay
Fig. . E ect of Ethanol
Twenty four-wells plates were used.
After C cells were attached on each well of the plates MTT assay
was performed with or without ethanol and cells.
Ethanol was added into each well before or after MTT reaction ( . mg/ml).
Centrifugation of the MTT reactant was then carried out at , rpm and
the residue was dissolved in l of DMSO.
The other procedures were conducted as indicated in the legend of Fig. .
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Fig. . E ect of Time Progress on MTT Product
MTT reaction was performed in cm dish by using with C
cells and . mg/ml MTT.
After the reaction left at for hours MTT product was dissolved
into . ml DMSO and the absorbance was measured by a plate reader.
These absorbances were remeasured after - days.
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Fig. . E ect of Solvent
Twenty four-wells plates were used.
Each l sample contained . C cells.
Centrifugation of the MTT reactant was then carried out at , rpm and
the residue was dissolved in l of solvent (methanol or DMSO)
The other procedures were conducted as indicated in the legend of Fig. .
* : Solvent (Methanol) volume was reduced for standing several hours.
@ : The residue was redissolved in methanol and the absorbance was remea-
sured.
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